Cell lysates were immunoprecipitated using anti-WAVE2 antibody, followed by
2 boiling in a denaturing buffer to separate WAVE2 associated proteins. After dilution in cell lysis buffer, WAVE2 was re-immunoprecipitated (RE-IP: αWAVE2). The precipitates from the denatured/renatured samples were immunoblotted for ubiquitin, Hem-1 and WAVE2 (IB: αUb, IB: αHem-1 and IB: αWAVE2, respectively).
Ubiquitylated endogenous WAVE2 appears as a smear of bands above the molecular weight (MW) of 75 kDa with a prominent band at ~83 kDa. Data shown are representative of two independent experiments. Figure S3 . Deletion of the first 129aa of WAVE2 leads to a dramatic decrease in its ubiquitylation. 293T cells were co-transfected with constructs encoding HA-tagged ubiquitin together with YFP-WAVE2 wt or with YFP-WAVE2 mutant forms as indicated. YFP-WAVE2 was immunoprecipitated using anti-GFP antibody; complexes were resolved by SDS-PAGE and immunoblotted for ubiquitin using anti-HA antibody, and for YFP-WAVE2 using 3 anti-GFP antibody. Ubiquitylated YFP-WAVE2 wt appears at a MW of ~110 kDa, which is 8 kDa above the MW of YFP-WAVE2 (~102 kDa). by SDS-PAGE and immunoblotted for ubiquitin using anti-HA antibody, and for YFP-WAVE2 using anti-GFP antibody. Ubiquitylated YFP-WAVE2 wt appears at a MW of ~110 kDa, which is 8 kDa above the MW of YFP-WAVE2 (~102 kDa).
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Densitometric analysis of the bands presented was performed using ImageJ, and normalized relative to the GFP densitometry values. associates with its complex members as well as with the VCA domain through amino acids 25-64, and 81-183, respectively. In addition to its intra-molecular interactions, the VCA domain anchors the WRC to its binding site within WAVE2 (amino acids 25-64). This way, the WRC masks lysine residue 45 of WAVE2, and inhibits its ubiquitylation, enabling WAVE2 accumulation within the T cell. Upon cellular activation, the Rho family GEF, VAV-1, activates Rac1, which binds to Sra1, thereby releasing WAVE2 from its autoinhibitory conformation, and exposing the VCA domain, which can then bind to the Arp2/3 complex, promoting local actin polymerization. In parallel, phosphorylation of WAVE2 occurs, leading to the release of the VCA domain. The interactions between WAVE2 and its complex members are altered following activation, resulting in the exposure of WAVE2 lysine residue 45 to ubiquitylation and to subsequent WAVE2 degradation.
